The presence of extended-spectrum beta-lactamase-producing Escherichia coli (ESBL-E. coli) in food animals is a public health concern. This study aimed to determine prevalence of ESBL-E. coli on pig farms and to assess the effect of reducing veterinary antimicrobial use (AMU) and farm management practices on ESBL-E. coli occurrence on pig farms. During 2011During -2013 Dutch conventional pig farms participated in a longitudinal study (4 sampling times in 18 months). Rectal swabs were taken from 60 pigs per farm and pooled per 6 pigs within the same age category. Presence of ESBL-E. coli was determined by selective plating and ESBL genes were characterized by microarray, PCR and gene sequencing. An extensive questionnaire on farm characteristics and AMU as Defined Daily Dosages per Animal Year (DDDA/Y) was available for the 6-month periods before each sampling moment. Associations between the presence of ESBL-E. coli-positive pigs and farm management practices were modelled with logistic regression. The number of farms with ESBL-E. coli carrying pigs decreased from 16 to 10 and the prevalence of ESBL-E. coli-positive pooled pig samples halved from 27% to 13%. Overall, the most detected ESBL genes were bla CTX-M-1 , bla TEM-52 and bla . The presence of ESBL-E. coli carrying pigs was not related to total AMU, but it was strongly determined by the presence or absence of cephalosporin use at the farm (OR = 46.4, p = 0.006). Other farm management factors, related with improved biosecurity, were also plausibly related to lower probabilities for ESBL-E. coli-positive farms (e.g. presence of a hygiene lock, pest control delivered by a professional). In conclusion, ESBL-E. coli prevalence decreased in pigs during 2011 and 2013 in the Netherlands. On pig farms, the use of cephalosporins was associated with the presence of ESBL-E. coli carrying pigs.
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Introduction
A variety of ESBLs have been identified in Enterobacteriaceae derived from food-producing animals worldwide [1] . High antimicrobial use (AMU) and inappropriate use of cephalosporins in livestock production are considered to be associated with the emergence and high prevalence of ESBL-producing Escherichia coli (ESBL-E. coli) in animals [2] . Transmission of ESBL genes from animals to humans can occur through food or direct contact [3, 4] . Infections with ESBL-E. coli are a major global public health concern [5] .
Several European studies reported high proportions of pig farms where ESBLs were present. In Spain, ESBL-E. coli were detected in faecal samples collected from stable floors of 8 out of 10 farms [6] . Two German studies found ESBL-E. coli in faecal samples collected from pigs on 15 out of 17 and 26 out of 35 farms respectively [7, 8] . In a Danish study ESBLs were detected in pigs on 15 out of 19 pig farms with high consumption of cephalosporins versus 4 out of 20 pig farms with no cephalosporin use [9] .
A reduction in AMU, more specifically cephalosporins, is suggested to decrease ESBL-E. coli on pig farms [2, 9, 10] . Because of demands regarding reduction in AMU in livestock production by the Dutch government, the total consumption of antimicrobials by animals dropped drastically in the Netherlands since 2011 [11] [12] [13] [14] . Moreover, in 2011 the Dutch pig farm sector introduced a private initiative to stop the use of all cephalosporins (Dutch pig farms only used 3 rd generation cephalosporins). Additionally, from January 2013, veterinarians were legally required to limit the use of 3 rd /4 th generation cephalosporins and fluoroquinolones to infections confirmed by bacteriological culture and susceptibility tests. As a consequence, at the vast majority of pig farms cephalosporins are not used anymore since 2011 [12] [13] [14] [15] . Although not studied until now, other management practices besides reduction in AMU might have an effect on the presence of ESBL-E. coli on pig farms as well.
The objectives of this longitudinal study were to determine the prevalence of ESBL-E. coli on pig farms and to assess the effect of AMU reduction and farm management practices on the presence of ESBL-E. coli on pig farms.
Materials and methods

Study design
The design of the study has been described elsewhere [4, 16] . Briefly, 36 multiplier pig farms (sows and piglets present), with or without finishing pigs, completed the study. Production types were classified in farrowing and farrow-to-finish farms. Farrowing farms did not produce fatteners and they delivered piglets to finishing farms (with the exception of one farm delivering gilts for farrowing). Farrow-to-finishing farms integrated farrowing and finishing pig production and delivered fattening pigs to the abattoir. Additionally, a farm was defined as open when receiving external supply of gilts for at least once a year from at least one supplier, and as closed when there was no external supply of gilts.
Farms and veterinarians were visited at the start of the study by the researcher between March 2011 and September 2011. At four sampling moments over a period of 18 months (6-month intervals), rectal samples from 60 pigs were collected by the farm veterinarian, using sterile cotton-wool swabs (Cultiplast ) and sent refrigerated to the laboratory by courier. All animal age groups present were sampled: sows, gilts, suckling piglets, weaning piglets and finishing pigs. Rectal swabs were combined in 10 pools (2 per age category) of 6 pigs. When no finishing pigs were present, weaning piglets were sampled instead. Each pool consisted of an age group in the same pen. Approval from an animal ethics committee was not required. The collection of rectal swabs from animals was in compliance with the Dutch law for animal welfare and did not fall under the Dutch Experiments on Animals Act (1996) or Directive 2010/63/EU. At the first sampling moment (baseline measurements), a questionnaire was completed during a walk through survey by the farm veterinarian to identify which management aspects could be improved to reduce antimicrobial resistant bacteria. The questionnaire (S1 Table) contained items on farm characteristics, biosecurity, animal management and hygiene practices and can also be found elsewhere [16] . A tailor-made intervention protocol was developed by the veterinarian and the farmer. Interventions were focused on improving personnel and farm hygiene, changing animal contact structures, and reducing AMU (in a background of decreasing AMU nationwide due to government demands). At each sampling moment the farm questionnaire was filled out again to monitor changes in farm practices.
Laboratory analysis
All samples were analysed as described previously, namely pooled swabs were analysed for the presence of ESBL-producing Enterobacteriaceae by selective plating [4] . Samples were suspended in 10 ml peptone water and incubated overnight at 37˚C. In earlier cross-sectional research on the first sampling moment, most Enterobacteriaceae other than E. coli with ESBL phenotype did not harbor ESBL genes [4] . Therefore, only phenotypically confirmed ESBL-E.coli were selected for further molecular analysis in the remaining sampling moments. In all ESBL-E. coli the presence and characteristics of the of ESBL genes was identified by PCR and sequence analysis. DNA was isolated using UltraClean 
Data on antimicrobial use
The Defined Daily Dosage Animal per Year (DDDA/Y) is a standard weighted measure which can be interpreted as the number of days of antibiotic use per year for an average animal or animal place. A more detailed description on the calculation of DDDA/Y is described in the Netherlands Veterinary Medicines Authority report and by Bos et al. [11, 14] . Data on AMU for the farms in this study have been described elsewhere [16] . In short, all antimicrobial prescriptions made to each farm were retrieved from the sector quality system national databases.
AMU was expressed DDDA/Y per farm for the four periods preceding each sampling moment. Data was also available on wether the treatment was given individually or as group treatment. Since the use of cephalosporin was incidental, a new variable was created classifying farms with or without any cephalosporin use during the study period.
Data analysis
Statistical analyses were performed using SAS version 9.2 (SAS Institute Inc., Cary, NC, USA). Farms were classified as ESBL-positive if an ESBL gene was detected in at least one E. coli isolate from a pooled pig sample. One farm in the last sampling moment was classified ESBL-positive based on one phenotypically confirmed ESBL-E. coli, since the isolate was lost before molecular analysis. Changes in presence of ESBL-producing E. coli on a farm and AMU over time were explored using simple descriptive statistics. DDDA/Y was log 2 transformed because of its right-skewed distribution. Univariate longitudinal analysis was performed with AMU and farm questionnaire variables which had less then 10% missing values and more than 10% of farms present in each category. A total of 134 variables in the farm questionnaire (S1 Table) were selected together with AMU and cephalosporin use. The associations between presence of ESBL-E. coli on the farm and AMU, cephalosporin use and other farm variables was calculated with generalized linear mixed models (PROC GLIMIX; SAS Institute, Inc.) with random intercept for farms, taking into account the dependency of the data in a repeated measurements design. The univariate analysis was done for all the farms and for open and close farms separately; only associations from all farms with p 0.2 from the questionnaire were presented. Pairwise Spearman correlations in questionnaire variables from the univariate analysis with p 0.1 together with AMU and sampling time were checked to construct a full model. The final model was the result of a backward elimination from the full model, except for sampling time and AMU in DDDA/Y which were forced in the model during all steps because of special interest a priori. The final model retained variables significant at p 0.05, again except for sampling moment and AMU. Model assumptions were checked with diagnostic plots. Variables from the full model at farm level were used to make a model at pooled pig sample level (i.e. modelling probabilities for a pooled pig sample to test ESBL-positive); this way we adjusted for age group of the animals. The latter model accounted for clustering at the farm level.
Results
Presence of ESBL-E.coli on pig farms
A description of the 36 farms is presented in Table 1 . The number of farms where ESBL-E. coli carrying pigs were present decreased significantly from 16 farms at the beginning of the study (month 0) to 10 positive farms in the last sampling moment (month 18). Nineteen farms were negative for ESBL-E. coli during the whole study (8 A pronounced and statistically significant drop in prevalence of ESBL-E. coli was observed over the study period. The proportion of ESBL-E. coli-positive pooled pig samples in all farms halved from 27% at the first to 13% at the last sampling moment. Farrow-to-finish open farms showed a clear higher prevalence as compared to other farm types (Fig 1) . ESBL-E. coli carriage significantly differed between the sampled age groups. Overall ESBL-E. coli prevalence in pooled pig samples ranged from 11.7% in (rearing) gilts to 24.2% in sucking piglets ( Table 2 ). The prevalence decreased parallel across all age groups (results not shown). Mostly bla CTX-M-1 genes were detected in pig isolates. Other ESBL genes found were bla TEM-52 , bla CTX-M-14 , bla CTX-M-15 , bla CTX-M-2 and bla CTX-M-32 (Table 3) .
Evaluation of interventions: Marked antimicrobial use reduction and minor changes in farm management
Farms considerably reduced AMU, likely as a result of the national benchmarking program for farms. A steady downward trend in log 2 DDDA/Y, mirroring the overall national trend, was observed in all farm types except in farrowing open farms with a small (0.7%) increase in AMU (Fig 2) . The AMU reduction was the highest in farrow-to-finish open farms (64%) and in closed farms (farrow-to-finish and farrowing) there was around a 40% reduction (Fig 2) . Open farms used three times more antimicrobials as compared to closed farms (overall DDDA/Y of 9.7 and 3.1 respectively). The difference in overall AMU between open and closed farms was independent of the presence or absence of fattening pigs as shown by a non-significant interaction term between external supply and type of production. Being a farrowing farm had a multiplicative effect with a twofold increase in DDDA/Y in the strata of open and closed farms (overall DDDA/Y of 13.7, 7.7, 6.0 and 2.6 for open farrowing, open farrow-to-finish, closed farrowing and closed farrow-to-finish respectively).
During the whole study period, tetracyclines were the most used antimicrobial (37.6% of the total DDDA/Y), followed by penicillins (30.2%), trimethoprim/sulfonamides (12.3%), macrolides/lincosamides (12.0%) and polymyxins (4.6%). The last 3.3% corresponded mainly to combinations of antibiotics but also included cephalosporins, amphenicols, pleuromutilines and fluoroquinolones. Six farms used cephalosporins in the period preceding the first sampling moment, two of these farms also used these cephalosporins in the period between the first and second sampling moment. One farm only used cephalosporins in the period between the first and second sampling moment. DDDA/Y for cephalosporins varied from 0.06 to 0.39. Almost all antimicrobial classes had a parallel decrease during the study having similar DDDA/Y percentages across all the periods preceding each sampling moment (Fig 3) . Only macrolides had a slight increase in percentage of DDDA/Y during the study accompanied by a slight decrease in tetracyclines and trimethoprim/sulfonamides (Fig 3) . Overall, 86% of the DDDA/Y were administered as (partial) herd treatment and 13.4% as individual treatment and these percentages did not significantly differ by period of study or type of farm (not shown).
Farm management changes over time were modest; just 10% of the potential risk factors (median 9.7%, interquartile range (IQR) = 6.0-12.3) changed during the study per farm. Thus, 27 farms had changes in less than 12 variables out of the total of 134. The median number of farms within a single change was 3 (IQR = 1-4). Thus 75% of the changes occurred in four or less farms. No differences in changes over time were observed by the different farm types. Because of these limited and heterogeneous changes, an intervention effect of these changes could not be evaluated and we performed only a risk factor analysis.
Antimicrobial use and farm management practices related to presence of ESBL-E. coli in pig farms
Univariate ORs for the presence of ESBL-E. coli carrying pigs on a farm are presented in Table 4 . The probability for a farm to have ESBL-E. coli carrying pigs was 24% higher per twofold increase in DDDA/Y, but this association was not statistically significant and did not change during the course of the study (i.e. there was a non-significant interaction between sampling moment and AMU for a farm to test ESBL-positive). Stratified analysis showed this positive relation in closed farms as well, but not in open farms. Class specific DDDA/Y were not significantly associated to the presence of ESBL on pig farms. However, other variables regarding AMU were associated with ESBL-positivity of farms. When more than half of the treatments was provided to a group of pigs instead of an individual pig, the odds of a farm being ESBL-positive was approximately four times higher. The use of cephalosporins at any time in the 6 months preceding and during the study period was significantly positively associated with the presence of ESBL-E. coli carrying pigs on a farm (OR = 12.6, CI = 1.1-144.4) ( Table 4) .
The presence of ESBL-E. coli carrying pigs was significantly less likely when water for the pigs was supplied from a public source instead of a private source (OR = 0.1, CI = 0.0-0.9), when a hygiene lock was the only entrance on the farm (OR = 0.2, CI = 0.0-1.0) and when pest control was carried out by a professional (OR = 0.1, CI = 0.0-0.8). There was a trend (p-value between 0.05 and 0.1) for the presence of ESBL-E. coli carrying pigs for the following determinants: external supply of gilts, presence of goats in the farm, drivers do not enter the clean road, dogs can enter the shed, sick and cripple animals are taken care of in their own section and tooth clipping in piglets ( Table 4) .
The results from the final model at farm and pool level are presented in Table 5 . Presence of goats in the farm and the use of cephalosporins before and during the study period were risk factors for the presence of ESBL-E. coli carrying pigs on the farm (OR = 49.2, CI = 1.7->999.9 and OR = 46.4 CI = 3.1-393.1 respectively). A hygiene lock as the only entrance to the pig farm was a protective factor (OR = 0.1 CI = 0.0-0.5). The same factors were significantly associated to the presence of ESBL-E. coli in the model at the pooled pig sample level. Thereby, a significant decrease of ESBL-E. coli-positive pooled pig samples from the first to the last sampling moment was found. The presence of ESBL-E. coli was significantly different between the separate age groups in the final model at the pooled pig sample level.
Discussion
This study suggests that the restriction in the use of cephalosporins has likely resulted in a decrease of ESBL-E. coli carriage on pig farms. ESBL-E. coli carriage in pigs significantly decreased during the study period. The observed steady reduction in total AMU did not explain these changes but the incidental use of cephalosporins was shown to be the most influential factor for ESBL-E. coli carriage of animals on farms. Additional farm management practices focused on improved biosecurity were also shown to play a role on the presence of ESBL-E. coli on pig farms.
In terms of ESBL-E. coli prevalence and gene types, other European studies have reported higher numbers of positive farms while bla CTX-M-1 gene is the most commonly found type in livestock in Europe [1, [6] [7] [8] [9] . Despite a parallel decrease of total AMU and ESBL-E. coli prevalence during the study, AMU was not significantly associated with an increased likelihood of ESBL-E. coli-positive farms. Remarkably, when cephalosporins had been applied before or during the study, the probability for a farm to have ESBL-E. coli-positive pigs was dramatically increased. Although we have to acknowledge that the confidence interval of this association was wide, its significance directly calls for the well-known causal evidence attributed to the use of these drugs for the emergence of ESBLs [2, 18] . Most of the farms in this study did not use cephalosporins, which is comparable to the use in the Dutch pig farm population in the same period (2011) (2012) (2013) [11, 14] . We can conclude that for curbing ESBL numbers, reducing or restricting the use of cephalosporins was more decisive than an overall AMU reduction. Thereby, it can be hypothesized that the overall decrease of ESBL-E. coli carriage in pigs in this study was also a delayed result of the possible reduction in the use cephalosporins before 2011. This is in line with the fact that the farms that did use cephalosporins in this study only used it in the first two sampling moments. Cephalosporins are relatively new drugs and unlike other historically long used drugs such as tetracyclines or penicillins, resistance to cephalosporins seems not to be permanently established in bacterial communities [19] . This means that ESBL resistance might be more rapidly reverted in comparison with other resistances, as suggested elsewhere [20] .
To our knowledge, evidence for risk factors for presence of ESBL-E. coli on pig farms other than AMU is very limited. A recent cross-sectional study in Germany showed that some farm management and hygienic factors could be tackled to control cefotaxime resistant E. coli [21] . In our study, the set of selected determinants in the univariate analysis showed that apart of the restricted use of cephalosporins, additional measures focused on improving biosecurity and animal management measures could be an aid to control ESBL-E. coli occurrence in pig farms. The introduction of new animals on pig farms has been reported as a risk factor for antimicrobial resistance [16, 22] . In this study, a trend was seen for higher probability of ESBL- ESBL-producing Escherichia coli in pigs E. coli in farms with an external supply of pigs. In terms of animal age groups, the presence of ESBL-E. coli decreases over the production cycle; from suckling piglets to weaned piglets and finishing pigs, as it has been already reported by a Danish study [23] . The presence of goats in the farm as a risk factor was retained in the final model; the plausibility of this causal relationship is very doubtful and this could be just an incidental finding resulting from these farms being less strict in management and biosecurity practices (i.e. a proxy for a more poorly managed pig farm). A more specific protective factor in the multivariate model for ESBL-E. colipositive farms was the hygiene lock as only entrance to the farm; it is quite plausible that this biosecurity measure might prevent the entrance of ESBL in the farm as suggested for other drug resistances [24] . Changes in management practices not regarding AMU were minor, therefore risk factors were probably detected more because of contrast between farms than contrast within farms over time.
We consider that results observed for our sample of farms can be generalized to the Dutch sector at large. Farms in the study contained different production types, and more importantly, their AMU was very close to national data in terms of total volumes, proportions of different antimicrobial families and proportions of individual and group animal treatments [14] . However, the differences between open and closed farms need to be cautiously interpreted since we lacked statistical power for a stratified analysis. The statistical power was also seriously compromised when a quantitative association with cephalosporins was assessed. Also, cephalosporins are only used in day-old piglets in the Netherlands. The DDDA/Y might be an underestimation because of the small total amount used due to the low weight of the piglets. Because of the limited use (in frequency and quantity) of these drugs during the study, we just evaluated their associations with ESBL-E. coli categorically. Moreover, we hypothesize that the use of cephalosporins at any point is a proxy for the cephalosporin use before 2011. Therefore excluding time variation in the use cephalosporins was justified.
Human ESBL carriage and direct contact with ESBL-E. coli carrying pigs is associated as shown by previous work [4] . This may pose a health risk for farmers and potentially for other humans with regular contact with this working population. Thereby ESBL-E. coli may be transmitted into the general population through the food chain [25] . The decreased ESBL-E. coli prevalence and the effect of cephalosporins, next to improved biosecurity and other farm management practices, showed that reduction of ESBL-E. coli on pig farms is possible. This might lead to reduced transmission of ESBL-E. coli from pigs to humans, which could be beneficial to public health. Table. Farm questionnaire used in each of the four sampling moments in the longitudinal risk factor analysis for ESBL-E. coli carriage in pigs. (DOCX) 
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